ZellShield, 1% non-essential amino acids, 1% sodium pyruvate, 1% HEPES-buffer and 0.02mM 2-Mercaptoethanol. 1, 2 Briefly, 10 5 THP1-cells were induced with 100nM of phorbol 12-myristate 13-acetate (PMA;; Sigma-Aldrich, Saint-Louis, Missouri) overnight to allow cells to seed on a glass coverslip and differentiated for 6 days with 10ng/mL of human Macrophage Colony Stimulating Factor (hM-CSF) and 1ng/mL of human Granulocyte Macrophage Colony Stimulating Factor (hGM-CSF) (R&D System, Minneapolis, Minnesota).
A stable cell line of HEK293-cells expressing human SR-AI in pcDNA6/V5-His vector 1 was cultured in Dulbecco's Modified Eagle Medium: Nutrient mixture F12 (DMEM:F12;; Life Technologies) supplemented with 10% FBS and 1% ZellShield in the presence of 5µg/mL blasticidin. Non-transfected HEK293-cells were cultured in the same medium without blasticidin. 10 5 cells were seeded on glass coverslips overnight, before the VWF binding assay.
Murine macrophages were obtained from CD115 + cells 3 . Femur and humerus from C57BL/6 and SR-AI-deficient mice were harvested and bone-marrow was flushed in PBS/BSA (0.1%)/EDTA (5mM) to collect bone-marrow cell progenitors. CD115+ cells were then isolated by positive selection using the CD115 + sorting kit (Miletnyi Biotec) according to manufacturer's recommendations. 10 5 cells were resuspended in modified RPMI-1640 supplemented with 20ng/ml of murine M-CSF and 2ng/mL of murine GM-CSF (Miltenyi Biotec) and differentiated on glass coverslips over 6 days with the medium being changed every 2 days. Human-VWF binding assay: Cells seeded and differentiated on 9-mm glass coverslips as described in the previous paragraph were incubated with DMEM:F12/ 0.5% lipid-rich bovine serum albumin (AlbuMax II, Gibco, ThermoFisher Scientific) for 1 hour at 37°C. Cells were then incubated with or without 10µg/ml purified pd-VWF for 1 hour at 37°C in a humid chamber. Where indicated, culture medium containing recombinant wt-VWF, VWF/p.R1205H, VWF/p.V1316M or VWF/p.S2179F was used. In other experiments, pd-VWF was pre-incubated with monoclonal antibodies to VWF (MAb723 and MAb540, 167µg/ml) for 30 min at room temperature.
Cells were gently washed twice and then fixed for 15 minutes with 4% paraformaldehyde (Electron Microscopy Sciences, Hatfield, PA) at room temperature. Fixed cells were stored at 4°C in Phosphate Buffered Saline until immunofluorescence was performed.
Microscopy analyses and immunofluorescence based quantification:
Coverslips were incubated in Phosphate Buffered Saline with 5% Bovine Serum Albumin (PBS/BSA 5%) 30min at room temperature (RT) to saturate non-specific binding sites. Primary antibodies were probed 2h at RT in PBS/BSA 1% followed by All analyses were performed using GraphPad Prism software (La Jolla, Ca, USA).
Pair-wise analysis was performed using unpaired Student t-test or Mann-Whitney test
where indicated, while multiple comparisons were performed using one-way ANOVA followed by Tukey's multiple comparison test.
